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Gastrointestinal stromal tumors (GISTs) are primarily characterized by activating mutations of tyrosine kinase or platelet-derived growth
factor receptor alpha. Although the revolutionary therapeutic outcomes of imatinib are well known, the long-term benefits of imatinib
are still unclear. The effects of BRD9, a recently identified subunit of noncanonical BAF complex (ncBAF) chromatin remodeling
complexes, in GISTs are not clear. In the current study, we evaluated the functional role of BRD9 in GIST progression. Our findings
demonstrated that the expression of BRD9 was upregulated in GIST tissues. The downregulation or inhibition of BRD9 could significantly
reduce cellular proliferation, and facilitates apoptosis in GISTs. BRD9 inhibition could promote PUMA-dependent apoptosis in GISTs and
enhance imatinib activity in vitro and in vivo. BRD9 inhibition synergizes with imatinib in GISTs by inducing PUMA upregulation.
Mechanism study revealed that BRD9 inhibition promotes PUMA induction via the TUFT1/AKT/GSK-33/p65 axis. Furthermore, imatinib
also upregulates PUMA by targeting AKT/GSK-3f/p65 axis. In conclusion, our results indicated that BRD9 plays a key role in the
progression of GISTs. Inhibition of BRD9 is a novel therapeutic strategy in GISTs treated alone or in combination with imatinib.
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INTRODUCTION

Statistical analyses suggest that GISTs (gastrointestinal stromal
tumors) are one of the most common types of mesenchymal
tumors, and GISTs originate from ICCs (interstitial cells of Cajal),
further affecting the gastrointestinal tract [1, 2]. Mutations of KIT
(tyrosine kinase) are responsible for 75-80% of GISTs, whereas
5-10% of confirmed cases occur due to activating mutations of
PGDFRA (platelet-derived growth factor receptor alpha) [3, 4].
These mutations further affect downstream signaling pathways to
promote tumorigenic cellular proliferation. Nevertheless, 10% of
cases lack any evidence of mutations [5].

Imatinib is a significant tyrosine kinase inhibitor (TKI) that can
be used as the first-line treatment for metastatic or unresectable
GISTs, and its use leads to the progression-free survival of patients
with GISTs [6, 7]. However, clinical analysis has also confirmed that
more than 50% of patients develop imatinib resistance within 2
years of treatment [8, 9]. These patients develop secondary KIT
and PDGFRA mutations via activation of alternative oncogenic
signaling pathways [10]. These important bottlenecks can be
easily overcome by offering second- and third-line treatments,
such as the targeted TKI sunitinib [11]. Therefore, it is very
important to understand the molecular mechanism underlying
GIST malignancy to develop novel therapeutic options.

Bromodomains (BRDs) exhibit a wide range of catalytic and
scaffolding functions due to their evolutionarily conserved
protein-protein interaction modules [12]. One of the well-known

functions of BRDs is the regulation of gene expression through
selective recognition and binding associated with acetylated Lys
residues [13]. Oncogenic mapping has revealed that these BRD-
associated proteins are highly dysregulated in cancers [14].
However, many subunits still require further attention; among
them, one of the largely unexplored subunits is the SWI/SNF
complex of BRD9 (bromodomain-containing protein 9) [15]. The
proteins that form a complex with bromodomain identify
acetylated lysine residues on histones and are further responsible
for promoting epigenetic changes in expression, such as
transcription regulation, chromatin remodeling, and histone
modification [16]. BRD9 also identifies butyryl lysine; however, its
exact role in epigenetic modification still needs to be explored
further [17]. By analyzing these epigenetic signatures, researchers
further showed that BRD9 might be involved in gene transcription
associated with SWI/SNF, DNA repair, and uncontrolled cellular
differentiation [18]. Downregulation of BRD9 expression in AML
(acute myeloid leukemia) may result in Gl arrest [19]. Mutations in
BRD9, as well as mutations in five other proteins associated with
the SNF/SWI complex, are also correlated with a higher number of
mutations and genomic instability, especially in lung cancer [20].
Previous studies have shown that the mammalian SWI/SNF
chromatin remodeling complex exists in three components:
canonical BAF (cBAF), PBAF, and a noncanonical complex (ncBAF),
and BRD9 only in the ncBAF complex [21, 22]. Numerous studies
have established that the SWI/SNF complex has altered in many
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tumor types [23]. Unlike the cBAF and pBAF complexes, the ncBAF
complex has not been reported to have repeated mutations in
cancer [23, 24]. In addition, a study has shown that BRD9 acts as a
cofactor to stabilize the structure of the SS18-SSX fusion and to
maintain its oncogenic transcription in synovial sarcoma [25].
Moreover, due to general toxicity issues with pan-BAF suppression
strategies, targeting only the ncBAF complex seems to be highly
specific for certain cancer types, including synovial sarcoma [25]
and certain types of leukemia [26]. Therefore, in this study, we
focused on the role of BRD9 in GISTs.

Targeted molecular therapies can be a novel approach in
anticancer therapies. As a Bcl-2 family member, p53-upregulated
modulator of apoptosis (PUMA) critically functions as a regulator
of apoptotic activity [27]. However, apoptosis can also be induced
without PUMA activation using a wide variety of nongenotoxic
stimuli, such as UCN-01 (a pan-kinase inhibitor) [28], gefitinib and
erlotinib (EGFR tyrosine kinase inhibitors; TKIs) [29], and TNF-a
(tumor necrosis factor-a) [30]. The p53-independent induction of
PUMA expression can be stimulated with the help of novel
transcription factors, such as Forkhead Box O3a (FoxO3a) [28], p73
[31], or nuclear factor kB (NF-kB) [30]. Furthermore, PUMA, when
induced, facilitates apoptosis by complementing BCL-XL, an
antiapoptotic BCL-2 family member [32]. PUMA also activates
pro-apoptotic members, such as Bak and Bax, which results in
caspase activation and mitochondrial dysfunction [33].

In the current study, we investigated the correlation between
the expression of BRD9 and the inhibition of cellular proliferation
by promoting apoptosis. We also evaluated the role of kinases in
the progression of GIST. The study further confirmed that the
downregulation of BRD9 can serve as a novel therapeutic target.

MATERIAL AND METHODS

Cell lines and reagents

The cell lines GIST-882 and GIST-T1 were obtained from the Shanghai
Institute of Biological Science (Shanghai, China) and were grown in RPMI-
1640 medium (Gibco, USA) supplemented with 10% fetal bovine serum
(FBS; Gibco, USA) and 1% I-glutamine (Gibco, USA) in 5% CO, at 37°C.
According to the previous study [34], PUMA-KO GIST-882 and GIST-T1 cell
lines were generated by CRISPER/Cas 9. GSK602 and imatinib mesylate
were purchased from Selleckchem (TX, USA). dBRD9-A was obtained from
MedKoo Biosciences (NC, USA).

Immunohistochemistry (IHC)

The present study was approved by The Second Hospital of Jilin University
ethics committee. After receiving informed consent from each selected donor,
GIST specimens were collected from The Second Hospital of Jilin University. All
the specimens were first analyzed through IHC, which was performed using
anti-BRD9. The required IHC kit was obtained from Boster (Wuhan, China). The
protocol was followed according to the manufacturer’s instructions on the kit.
The statistical analysis was conducted using values obtained from estimating
the intensity of staining and the staining area. The scale used to assess the
staining intensity was negative (0), weak (1), moderate (2), and strong (3). The
underlying staining area scores were as follows: none (0), 1-25% (1), 26-50%
(2), 51-75% (3), and 76-100% (4). Accordingly, final scores were obtained by
multiplying staining intensity scores and staining area scores.

RNA interference

The synthesis of specific BRD9 siRNAs (TGGAACACTTCCTCCGCCAG and
TCAAGCTGATGTGTGATAAT) and p65 siRNA (GCTGCAGTTTGATGATGAA)
was conducted by RiboBio (Guangzhou, China). Transfection of siRNAs was
performed in these cells with Lipofectamine 2000 (Thermo, USA) according
to the provided instructions. The cells were incubated for 48 h to study the
knockdown efficiency of siRNA, and the same procedure was carried out
using western blotting analysis.

Cell viability assay

Cell viability was examined using an MTT (methylthiazolyl diphenyl-
tetrazolium bromide) assay kit (Beyotime, Shanghai, China). GIST-882 and
GISR-T1 cells were seeded at a density of approximately 5x 10° cells in
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each well (96-well plate). BRD9 siRNA transfection in 96-well plates was
performed for toxicity analysis using 10 pL of 5 mg/mL MTT solution. The
cells were incubated with MTT for 1h with dimethyl sulfoxide (Sigma,
USA). The absorbance was determined at 490 nm. The assessment of the
IC50 (half inhibitory concentration) of GSK602 along with the combina-
tional index (Cl) of imatinib and GSK602 was performed after 48 h.
CompuSyn software was used for the calculation of Cl based on the
equation of Chou-Talalay Cl, which indicated the antagonistic effect.

Colony formation

GIST-882 and GIST-T1 cells were seeded in a six-well plate at a seeding density
of 1x10° cells in each well and cultured for 14 days. Then, the cells were
transfected with siRNA against BRD9. For the assessment of colony formation
ability, cells were subjected to treatment with GSK602 for 48 h. The medium
was replaced with a fresh medium, and the cells were allowed to grow for
two full weeks. To assess colony formation, the cells were fixed for 20 min in
4% paraformaldehyde and stained with crystal violet (0.5%). The images of
colonies were acquired and counting was performed using Image J software.

Western blot assay

Western blotting was performed as described in previous studies [35, 36].
Briefly, total protein was extracted with RIPA buffer (Sigma, MO, USA),
followed by the addition of protease inhibitors from Bimake (TX, USA) and
phosphate inhibitors (Service Bio, Wuhan, China). Total protein (50 pg) was
separated using SDS-PAGE and transferred to PVDF membranes. Blocking
of the membrane was performed using nonfat milk for 1 h. The membrane
was then incubated with primary antibodies at 4°C overnight. After
washing with TBST three times, the blots were incubated with secondary
antibodies. Detection of the bands was performed using ECL solution.
Imaging was performed using a Bio-Rad Imaging system detector. $-actin
was used as the control. The primary antibodies are list as follows: BRD9
(ab137245, Abcam, USA), B-actin (A5441, Sigma, USA), Cleaved PARP (5625,
Cell Signaling Technology, USA), Cleaved caspase 3 (9661, Cell Signaling
Technology), Cleaved caspase 8 (9496, Cell Signaling Technology), Cleaved
caspase 9 (9507, Cell Signaling Technology), yH2AX (2595, Cell Signaling
Technology), AKT (9272, Cell Signaling Technology), p-AKT (9646, Cell
Signaling Technology), GSK-3p (4337, Cell Signaling Technology), p-GSK-3f3
(9323, Cell Signaling Technology), p65 (6956, Cell Signaling Technology),
p-p65 (3033, Cell Signaling Technology), PUMA (4976, Cell Signaling
Technology), Bim (2819, Cell Signaling Technology), Bcl-2 (15071, Cell
Signaling Technology), Mcl-1 (39224, Cell Signaling Technology), Bax (2774,
Cell Signaling Technology), Cox IV (4811, Cell Signaling Technology),
cytochrome C (4272, Cell Signaling Technology).

Quantitative PCR (qPCR)

gPCR was performed based on previous studies [37, 38]. Total RNA was
extracted with RNAiso Plus from TaKaRa (Dalian, China), and reverse
transcription was performed using PrimeScript RT master mix from TaKaRa
to form complementary DNA. The expression of genes was assessed through
SYBR Premix Ex TaqTM (TaKaRa) on a StepOnePlus™ Real-Time PCR System,
and the 2722 method was used for calculations. The expression of GAPDH
was used for normalization. The primary primers are list as follows: BRD9,
forward: 5-ATGTTCCATGAAGCCTCCAG-3/, reverse: 5-AGCTCCTTCTTCAC
CTTCCC-3'; PUMA, forward: 5-ACGACCTCAACGCACAGTACG-3/, reverse: 5'-TC
CCATGATGAGATTGTACAGGAC-3’; GAPDH forward: 5-GCACCGTCAAGGCTGA
GAAC-3/, reverse: 5'-TGGTGAAGACGCCAGTGGA-3'.

Xenograft

The animal experiments were approved by the local animal ethics
committee of The Second Hospital of Jilin University. Female Nu/Nu mice
(5-6-week-old) were kept in a sterile animal house with microisolator cages
and had free access to sterile water and chow. The mice were injected
subcutaneously in both flanks with 4 x 10° WT or PUMA-KO GIST-882 cells.
The mice were observed to monitor the growth of the tumor for seven
days. After one week, all the mice were randomized into four groups and
subjected to GSK602 treatment at 10mg/kg daily. For combination
treatment, mice were randomized into four groups and treated with
2mg/kg GSK602 and 50 mg/kg imatinib for 10 days. The growth of the
tumor was estimated using calipers, and the formula % x length x width?
was used to calculate tumor volumes. Once the tumor reached the size of
approximately 1cm? the mice were euthanized, and tumors were
dissected. The separated tumors were fixed in formalin (10%) and
paraffin-embedded. Then, 5-um sections embedded in paraffin were
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Fig. 1

BRD9 is overexpressed in GISTs. A BRD9 protein expression in GISTs and adjacent nontumor tissues was examined by IHC. Scale bar:

100 pm. B BRD9 protein expression in GISTs and adjacent nontumor tissues was examined by western blotting. C BRD9 mRNA level in GISTs and
adjacent nontumor tissues was examined by real-time PCR. Results were expressed as means + SD of three independent experiments. *P < 0.05;

**p<0.01.

immunostained with TUNEL (terminal deoxynucleotidyl transferase-
mediated dUTP nick end labeling) and cleaved caspase 3.

Statistical analysis

Prism VI software was used for statistical analyses. The significant
difference between the two groups was assessed using a two-tailed t
test, and for multiple groups, one-way ANOVA was used. The data are
presented as the mean+S.D. P<0.05 indicated statistically significant
differences between the groups.

RESULTS

BRD9 is expressed at high levels in GIST tissues

To investigate the functional role of BRD9 in GISTs, we validated
the expression of BRD9 in clinically confirmed GIST specimens,
which included 38 GIST tissues that were compared with 25
adjacent nontumor tissues. The analysis results of IHC and western
blotting demonstrated the increased expression of BRD9 in GIST
tissues compared with adjacent healthy, nontumor tissues (Fig. 1A
and B). The mRNA levels were also increased in GIST samples
(Fig. 1Q). Furthermore, the correlation between the BRD9
expression and pathological significance in patients with GISTs
was investigated. Positive staining of BRD9 was correlated with
the size of tumors and the grade of risk (Table 1). However, the
positive staining was not significant for gender, age, or the site of
the tumors. These results further confirmed the involvement of
BRD9 kinase in GIST progression.

BRD9 inhibition suppressed cell growth and induced DNA
damage and apoptosis in GIST cells

The function of BRD9 in the progression of GISTs was analyzed
with two independent siRNAs that were used to silence the BRD9
gene in GIST-882 and GIST-T1 cells. The silencing of BRD9 was
efficient in the siRNA-treated groups (Fig. 2A). The MTT assay
further confirmed that silencing BRD9 was responsible for the
reduced proliferative capacity of GIST-882 and GIST-T1 cells
(Fig. 2B). This further confirmed that silencing BRD9 prominently
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Table 1. The correlation between BRD9 level and clinicopathologic
features of GIST patients.

Clinicopathologic features = BRD9 expression p value
low high
(n=19) (n=19)

Gender

Male 8 7 0.163
Female 11 12
Age

>60 7 9 0.278
<60 12 10
Tumor site

Stomach 13 12 0.143
Intestinal 6 7
Tumor size (cm)

<5 11 4 0.032
>5 to <10 5 13

210 3 2

NIH criteria

Low risk 14 3 0.008
Intermediate risk 3 3

High risk 13

reduced the tumorigenic proliferation of cells (Fig. 2C).
Apoptotic activity was confirmed by analyzing the expression
of the activity of proteins related to apoptosis and further
observations of the increased expression of caspase 3 and
cleaved PARP compared to those in the negative control group
(Fig. 2D). The results indicate that the inhibition of BRD9 could
induce GIST cellular apoptosis.

SPRINGER NATURE
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Furthermore, the pharmacological inhibition of BRD9 with the
help of a small molecular inhibitor, GSK602, exerts a significant
antitumorigenic effect in different types of cancers. The viability
analysis showed that GSK602 reduced cellular viability in a dose-
dependent manner (Fig. STA). Furthermore, dBRD9-A, a BRD9
degrader, also inhibited cell viability in GIST cell lines (Fig. S1B).
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Noncancer cell lines HEK293 and NCM356 cells were highly
resistant to BRD9 inhibition (Fig. STA and B). A previous study
showed that the synovial sarcoma cell line SYO1 was sensitive to
BRD9 inhibition [25]. Our findings indicated that SYO1 cells were
more sensitive to BRD9 inhibition than GIST cell lines (Fig. STA and
B). Colony formation analysis confirmed that GSK602-treated cells

Cell Death and Disease (2021)12:962
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Fig.2 BRD9 inhibition reduced GIST cell proliferation. A Indicated cell lines were transfected with siRNA against BRD9 for 24 h, BRD9 protein
level was analyzed by western blotting. B The viability of GIST-882 and GIST-T1 cells transfected with siRNA against BRD9 was determined by
the MTT. C The viability of GIST-882 and GIST-T1 cells transfected with siRNA against BRD9 was determined by colony formation assay.
D Indicated cell lines were transfected with siRNA against BRD9 for 24 h. Cleaved PARP and caspase 3 level were analyzed by western blotting.
E Indicated cell lines were treated increasing concentration of GSK602 for 24 h. Cell viability was analyzed by colony formation assay.
F Indicated cell lines were treated increasing concentration of GSK602 for 24 h. yH2AX level was analyzed by western blotting. G Indicated cell
lines were treated increasing concentration of GSK602 for 24 h. Apoptosis was analyzed by fragment nuclei assay. H Indicated cell lines were
treated increasing concentration of GSK602 for 24 h. Cleaved PARP and caspase 3 level was analyzed by western blotting. Results were
expressed as means + SD of three independent experiments. *P < 0.05; **P < 0.01; ***P < 0.001.

exhibited less colony formation than control cells (Fig. 2E). It was
further hypothesized that the inhibition of BRD9 may result in
cleavage of the DNA double helix during DNA replication [39, 40].
Based on this, the western blotting assay was carried out to
analyze the expression of yH2AX, a surrogate marker confirming
DNA damage [41]. As expected, the expression of yH2AX was
increased in GIST-T1 and GIST-882 cells post-treatment with
GSK602 or dBRD9-A, confirming increased damage to the DNA
double helix during replication and hence increased cellular
apoptosis (Figs. 2F and S1C). The degree of apoptosis was
confirmed by treating GIST cells with GSK602 or dBRD9-A, and the
proportion of cellular apoptosis was analyzed using nuclear
fragmentation. The data suggested that the percentage of
apoptosis increased in a dose-dependent manner (Figs. 2G and
S1D). As shown in Figs. 2H and S1E, GSK602 or dBRD9-A treatment
increased cleaved caspase 3 and PARP in GIST-T1 and GIST-882
cells. Therefore, the above data demonstrate that BRD9 inhibition
is responsible for the induction of GIST cellular apoptosis and the
reduced rate of proliferation in GIST cells.

PUMA is required for BRD9 inhibition-induced apoptosis in
GIST cells

To further explore the mechanism underlying BRD9 inhibition-
induced apoptosis, we investigated the protein levels of the Bcl-2
family after treating cells with GSK602. Our findings indicated that
GSK602 treatment promotes the upregulation of PUMA (Fig. 3A and
B). The highest PUMA protein expression, as well as its mRNA
expression, was detected after 24 hr of GIST-882 cells treatment with
0.5 uM GSK602 (Fig. 3A and B). However, GSK602 treatment did not
affect the expression of other pro-apoptotic Bcl-2 family members,
including but not limited to Bim, Bid, and Bak; however, it certainly
caused a decrease in the expression of antiapoptotic proteins, such
as Mcl-1 and Bcl-XL (Fig. 3C). Upregulation of PUMA in GIST-T1 cells
was also confirmed after treatment with GSK602 (Fig. 3D). Our
findings also demonstrated that dBRD9-A induced PUMA in a dose-
and time-dependent manner (Fig. S2A and B). Then, the function of
PUMA in GSK602-induced apoptosis was investigated with PUMA-KO
GIST-882 cell lines. The rate of apoptotic induction using 0.5 uM
GSK602 was considerably lower in PUMA-KO cells than in WT GIST-
882 cells (Fig. 3E). The GSK602-mediated apoptotic response
dependent on PUMA was also observed in GIST-T1 cells (Fig. 3F).
The absence of PUMA in GIST-882 after GSK602 induction confirmed
the abrogation of mitochondrial events, including activation of
caspases 3, 8, and 9 (Fig. 3G) and release of cytochrome c (Fig. 3H).
In addition, PUMA depletion attenuated dBRD9-A-induced apopto-
sis, caspase activation, and cytochrome c release (Fig. S2C-F).
Furthermore, the long-term survival of PUMA-KO cells was improved
compared to that of WT GIST-882 cells after treatment with GSK602
(Fig. 3I). Thus, PUMA is crucial for the apoptotic induction of BRD9
inhibition in GIST cells.

Next, we investigated how BRD9 inhibition-induced PUMA
upregulation. Previous research has shown that BRD9 regulates
the TUFT1/AKT signaling pathway in human hepatocellular
carcinoma (HCC) [16]. We found the BRD9 inhibition downregulates
TUFT1 expression and dephosphorylated AKT (Fig. S2G). Our
findings further indicated that BRD9 inhibition suppressed GSK-
3B phosphorylation at Ser9 [42], which inhibited GSK-3(3 kinase
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activity (Fig. S2G). Previous studies have shown p65 mediates
PUMA induction by binding to the PUMA promoter [30]. BRD9
inhibition promoted the phosphorylation of p65 (Fig. S2G and H),
and knockdown of p65 attenuated PUMA induction by BRD9
inhibition (Fig. S2I). Therefore, our findings suggest that BRD9
inhibition-induced PUMA upregulation via the TUFT1/AKT/GSK-3{/
p65 signaling pathway.

PUMA-mediated antitumor effects of BRD9 inhibition in the
xenograft mouse model

To investigate whether PUMA mediated the antitumor effect of
GSK602 in vivo, WT and PUMA-KO cells were injected into nude mice
through subcutaneous administration. After treatment with GSK602,
we observed that PUMA-KO and WT tumors were not significantly
different from those in the control groups (Fig. 4A and B). Our
findings further indicated that GSK602 treatment suppressed WT
tumor progression by approximately 70-80% (Fig. 4A). In contrast,
tumors in the PUMA-KO group were observed to be significantly less
sensitive to GSK602 than WT tumors (Fig. 4A and B), indicating that
the absence of PUMA inhibited GSK602 antitumor activity. Western
blotting results showed PUMA induction upon GSK602 treatment
(Fig. 4Q). Further analysis using TUNEL staining revealed that the
apoptotic rate was significantly higher in WT tumors than in PUMA-
KO tumors after treatment with GSK602, but apoptosis was not
detected in the control mice (Fig. 4D). Staining of active caspase 3
confirmed PUMA-dependent apoptosis in GSK602-induced tumors
(Fig. 4E). Thus, the above data demonstrate that the antiapoptotic,
antitumor, and antiangiogenic functions of GSK602 in vivo depend
largely on PUMA.

BRD9 inhibition enhances the antitumor activity of imatinib
via PUMA induction

The combinational approach was validated by performing cellular
proliferation analysis in both cell types (GIST-T1 and GIST-882
cells). A significant synergism between the BRD9 inhibition and
imatinib, as indicated by the combination index (Cl), was observed
in these cell lines (Fig. 5A-D and S3A-S3D). However, no
synergistic effect was found between GSK602 and imatinib in
noncancer cells (Fig. S2E and F). Further analysis of the levels of
apoptosis-related proteins confirmed the upregulation of cleaved
PARP and caspase 3 in cells treated with the combination
treatment (Figs. 5E and S5G). The results further confirmed that
the combinational approach was more potent with more
apoptotic cells (Fig. 5F-H). To assess the molecular mechanism
in cells treated with a combinational approach, we evaluated
whether induction of PUMA is primarily required before exposure
to a combination treatment. Our results confirmed that silencing
PUMA reduced apoptotic ability, further confirming that induction
of PUMA is important for the combination treatment (Fig. 5F-H).
Together, our findings indicate that PUMA is required for the
combination of BRD9 inhibition and imatinib.

Next, we investigated the mechanism by which imatinib
promotes PUMA induction. Our results demonstrated that
imatinib inhibits the BCR-ABL tyrosine kinase protein downstream
signaling pathway [43], AKT, leading to GSK-3(3 activation and
resulting in p65 phosphorylation (Fig. S4A and B). Moreover,
cotreatment of GIST cells with BRD9 inhibition and imatinib was
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Fig. 3 PUMA is required for BRD9 inhibition-induced apoptosis in GIST. A GIST-882 cells were treated with GSK602 at indicated
concentrations for 24 h. Left, PUMA expression was analyzed by western blotting. Right, PUMA mRNA level was analyzed by real-time PCR.
B GIST-T1 cells were treated with GSK602 at indicated concentrations for 24 h. Left, PUMA expression was analyzed by western blotting. Right,
PUMA mRNA level was analyzed by real-time PCR. C GIST-882 cells were treated with GSK602 at indicated concentrations for 24 h. The
expression of indicated Bcl-2 family members was analyzed by western blotting. D GIST-T1 cells were treated with GSK602 at indicated
concentrations for 24 h. The expression of PUMA was analyzed by western blotting. E WT and PUMA-KO GIST-882 cells were treated with
0.5 pM GSK602 for 24 h. Apoptosis was analyzed by fragment nuclei assay. F WT and PUMA-KO GIST-T1 cells were treated with 0.5 pM GSK602
for 24 h. Apoptosis was analyzed by fragment nuclei assay. G WT and PUMA-KO GIST-882 or GIST-T1 cells were treated with 0.5 pM GSK602 for
24 h. Indicated protein level was analyzed by western blotting. H Cytosolic fractions isolated from WT and PUMA-KO GIST-882 cells treated
with 0.5 pM GSK602 for 24 hr were probed for cytochrome ¢ by western blotting. -actin and cytochrome oxidase subunit IV (Cox IV), which
are expressed in cytoplasm and mitochondria, respectively, were analyzed as the control for loading and fractionation. I WT and PUMA-KO
GIST-882 or GIST-T1 cell lines were treated 0.5 M GSK602 for 24 h. Cell viability was analyzed by colony formation assay. Results were
expressed as means + SD of three independent experiments. *P < 0.05; **P < 0.01; ***P < 0.001.

much more potent than single treatment (Fig. S4C and D). the combined approach was more effective in reducing the
Therefore, the above results indicate the combined effect of BRD9 progression of tumors than a single line of treatment. (Fig. 6A).
inhibition and imatinib in cotargeting the AKT/GSK-33/p65 axis, However, it should also be noted that the growth inhibition of the
and promoting PUMA induction. combinational approach was largely abolished in PUMA-KO

tumors (Fig. 6A), which was also related to a reduced rate of
PUMA mediates the combined effects of BRD9 inhibition and apoptosis, as detected by TUNEL staining (Fig. 6B) and cleaved
imatinib in vivo caspase 3 staining (Fig. 6C). In conclusion, administration of
To investigate the induction of PUMA in vivo, we grafted nude GSK602 and imatinib alone or in combination did not cause a
mice with WT and PUMA-KO GIST-882 xenografts and found that remarkable change in mouse body weight, indicating that there
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randomly selected tumors were analyzed by Western blotting. D Paraffin-embedded sections of WT or PUMA-KO tumor tissues from mice
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experiments. *P < 0.05.

was no detectable toxicity due to these treatments (Fig. 6D). Thus,
these results indicate that the effects of GSK602 in combination
with imatinib are mediated by PUMA in vitro and in vivo.

DISCUSSION

The detection of BRDs was confirmed in almost forty-two different
proteins expressed in mammalian cells that are responsible for
genetic expression and epigenetic changes through multiple
mechanisms [44]. For example, BRD-containing proteins can either
function as scaffolds to promote protein assembly, can act as
transcription factors, or can be coregulated [45]. Furthermore,
proteins harboring BRDs are primarily reported to be dysregulated
in many cancers. However, the exact role of BRD9 and the
underlying mechanism of action have yet to be fully explored. In
the current study, we investigated the role of BRD9 in GISTs. Our
results demonstrated that the level of BRD9 was highly increased
in GIST specimens, and correlated with the increased size of the
tumor. In addition, our results indicated that BRD9 knockdown or
inhibition suppresses GIST proliferation and promotes PUMA-
dependent apoptosis. Our findings also showed that BRD9
inhibition enhances the antitumor effects of imatinib, and PUMA
is required for the combination effects. The chemosensitization
effects of BRD9 inhibition and imatinib are mediated by PUMA
through cotargeting the AKT/GSK-33/NF-kB axis.

Bromodomain proteins can further be subdivided into two
families, the BET and non-BET families, on the basis of their
structural parameters [46]. BET proteins are directly associated
with transcription and maintaining the effective progression of the
cellular cycle [46]. During the last couple of years, several small
molecular inhibitors were detected that primarily target the
expression of BET proteins and were developed due to their
anticancer effects both in vivo and in vitro [47, 48]. Currently,
these inhibitors are being clinically investigated for use in solid
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and hematopoietic cancers [44]. The inhibition of cellular
expression by reduced expression of BRD9 has yet to be fully
studied; hence, there are only a few available reports.

Silencing of the expression of BRD9 may result in the reduced
progression of tumor development and an increased rate of cellular
apoptosis [49]. BRD9 is critical for prostate cancer progression by
regulating androgen receptor signaling [50]. In an AML mouse
model, BI-9564-treated mice exhibited a significant decrease in
tumor growth and improved survival [51]. Inhibition of BRD9 by
[-BRD9 in Kasumi-1 cells causes a decrease in the expression of
several genes associated with cancer [52, 53]. Mammalian SWI/SNF
(MSWI/SNF) complexes are ATP-dependent chromatin remodeling
agents that can regulate genomic structure and DNA accessibility,
thereby enabling timely and appropriate control of gene expression
[24]. They are assembled from the combination of products of 29
total genes into three final forms of complexes: canonical BAF
(cBAF), PBAF (polybromo-associated BAF complexes), and noncano-
nical BAF (ncBAF), with specific subtypes specifying different
complexes, such as BRD7, ARID2, and PBRM1 in PBAF complexes,
DPF2 and ARID1A/ARID1B in cBAF complexes, and BRD9 and
GLTSCR1/GLTSCR1L in ncBAF complexes [21, 22]. Importantly, a
noncanonical BRD9-containing BAF chromatin remodeling complex
plays a key role in naive pluripotency regulation in mouse
embryonic stem cells [54]. A previous study revealed that BRD9
degradation reverses the expression of oncogenes in synovial
sarcoma [25]. Therefore, in this study, we investigated the role of
BRD9 in another type of soft tissue sarcoma, GISTs.

Furthermore, we also proposed the role of PUMA induction in
facilitating a higher rate of cellular apoptosis, which can be useful
in detecting chemosensitivity. We already confirmed that induc-
tion of PUMA can increase the differential sensitivity of cancers to
EGFR TKls, especially for cancers of the neck and head, whereas
the absence of induction may be associated with resistance to
EGFR TKIs [29]. Additionally, enhanced expression of PUMA can aid
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Fig. 5 BRD9 inhibition enhances the antitumor effect of imatinib in vitro. A GIST-882 cells were treated with GSK602 combined with
imatinib at indicated concentration for 48 h. Cell viability was analyzed by MTT. B Combination index (Cl) and fraction affected of GSK602 and
imatinib combining at different concentration in GIST-882 cells treated for 48 h were analyzed by the CompuSyn program (ComboSyn).
C GIST-T1 cells were treated with GSK602 combined with imatinib at indicated concentration for 48 h. Cell viability was analyzed by MTT.
D Combination index (Cl) and fraction affected of GSK602 and imatinib combining at different concentration in GIST-T1 cells treated for 48 h
were analyzed by the CompuSyn program (ComboSyn). E Indicated cells were treated with 100 nM GSK602 and 50 nM imatinib for 24 h. The
indicated proteins were analyzed by western blotting. F WT and PUMA-KO GIST-882 cells were treated with 100 nM GSK602 and 50 nM
imatinib for 24 h. Apoptosis was analyzed by fragment nuclei assay. G WT and PUMA-KO GIST-T1 cells were treated with 100 nM GSK602 and
50 nM imatinib for 24 h. Apoptosis was analyzed by fragment nuclei assay. H WT and PUMA-KO GIST-882 or GIST-T1 cells were treated with the
combination of 100 nM GSK602 and 50 nM imatinib for 24 h. Caspase 3 level was analyzed by western blotting. Results were expressed as
means + SD of three independent experiments. ***P < 0.001.

in better prognosis in patients undergoing chemotherapy [55, 56]. significantly regulated through epigenetic alterations [61]. Previous
This hypothesis was further confirmed with a recent study, studies showed that administration of imatinib alone can lead to
wherein a better response was detected in patients undergoing mild DNA damage [62]. In this study, we investigated the synergistic
chemotherapy after PUMA induction, further confirming it to be a effect of BRD9 inhibition and imatinib. The results demonstrated that
better strategy for reducing GIST progression. the combination of imatinib and BRD9 inhibition promotes effective

Imatinib is a tyrosine kinase (TK) inhibitor that can competitively cellular apoptosis due to AKT inhibition, leading to GSK-3(3/NF-kB
block the ATP-binding site of the TK receptor, thereby inhibiting a activation and resulting in PUMA induction, thus achieving better
variety of TKs, including PDGFRA and c-Kit, and subsequently antitumor activity with increased apoptosis and reduced cellular
suppressing tumor growth and inhibiting signal transduction [57, 58]. proliferation. The data obtained from the present study further

Imatinib is now the standard first-line drug for patients with GIST [58]. suggest that the combinational approach can be clinically evaluated
However, the widespread use of imatinib in clinical cases is related to for better therapeutic outcomes.
the emergence of secondary drug resistance, which limits the In conclusion, our findings demonstrated the significance of

effectiveness of chemotherapy drugs [58, 59]. These bottlenecks can BRD9 expression in GISTs in correlating tumor size and risk grade.
be resolved with the help of novel targeted therapeutics and Moreover, our study also suggests BRD9 inhibition as a potential
alternative medicine approaches [60]. The expression of KITs can be mechanism to suppress tumorigenic progression and reduce
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Fig. 6 GSK602 enhances the antitumor effect of imatinib in vivo. A Nude mice were injected s.c. with 5 x 106 WT or PUMA-KO GIST-882 cells.
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counted and plotted. D Tissue sections from (C) were analyzed by cleaved caspase 3 staining. Cleaved caspase 3-positive cells were counted
and plotted. Results were expressed as means + SD of three independent experiments. *P < 0.05; **P < 0.01.

associated malignancy. BRD9 inhibition sensitized GISTs to
imatinib by cotargeting the AKT/GSK-33/NF-kB axis, leading to
PUMA induction. PUMA is required for the antitumor effects of the
combination. Thus, targeting BRD9 can be a novel therapeutic
approach with better clinical outcomes in the form of reduced
progression and increased life expectancy in GIST patients.
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